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(57) Abstract: A lipid membrane slruclurc containing an anii-membrane lypc malrbc mctalloprolcasc monoclonal antibody such as 
anli-MTl-MMP monoclonal antibody as, for example, a constituent of the lipid membrane structure. It is usable as a drug delivciy 
system aiming at elUcicnlly delivering a drug component and/or a gene to a tumor cell or a new blood vessel in which a membrane 
type matrbc mctalloprotcase (M T-MMP) is expressed. 

(57) ^5Kl: StMT ^ O — :^ JI-tt<*^P ^OJfetaiflamailg?^ h U V 0 7. ^ ^ UZf U^T -M=^ J O 

x^^o:/n^T~-tf (M T-MMP) t'^%^\^f^m%m^^U1^^^^UE\zn\^xmt»if9L^'SL^S/y.\1^^ 



10/551780 

jmBBc'dmmWocf m 

m m m 

•-r h V iy :^ ;^ ^ tiyuT^T — '^m (MMPs) {i, J^JiS^-r h y 5/ ^ x 
(extracellular matrix: ECM) t&mm^^(D ^ * ^-^f^m^^ Ktr5>^ 

M^mnf^m^tm.. mum. v ^-^f-^^mm^. i&(DW:m'm^-t£}£(D^m(Dm^ 
f£mm^'hm-^-r^^ti)mib-^^iz:^tix^x\^^^o cfu^x^fc:. m^<(Dm^i 

mmPs i}^ cDNA ^ n — ^>'^{;ij; 9 T 5: / ^^'-^/I''^-C^?^lr$tl.XV^§o 

^«J;tf^.Ht?L^MMPs t U-C.MMP-1 (collagenase) ; MMP-2 (gelatinase A) ; MMP-3 
(stromelysin-1) ; MMP-7 (matrilysin) ; MMP-8 (neutrophil collagenase) ; MMP-9 
(gelatinase B) ; MMP-10 (stromelysin-2) ; MMP-11 (stromelysin-3) ; MMP-12 
(macrophage elastase) ; MMP-13 (collagenase-3) ; MMP-14 (MTl-MMP) ; MMP-15 
(MT2-MMP) ; MMP-16 (MT3-MMP) : MMP-17 (MT4-MMP) ; MMP-19; MMP-20 (enamelysin) ; 
MMP-24 (MT5-MMP); MMP-25 (MT6-MMP) J^C if ;6S^ e>tLTV>S„ ;i <D MMPs fi. 

^i?t3:/'n7^T— eM(MT-MMPs) {z.^m^thX\i^^7!)^. :l(d ^ ib m-msPs -^-f^ 
T^y— {i. Mhmv< MMPs <^>f-:7'iJ^^;^<»: b-r^'&^;h./c:t><^l?fet). MMPs 

1 



wo 2004/089419 




wo 2(M)4/089419 



PCT/JP20()4/00487f> 



^-CMTl-MMP, MT2-MMP, MT3-MMP, MT4-MMP, JffTS-MMP, MT6-MMP J^t if^S^SII^^^ 
tbTV"^-?* (Sato, H. et al. , Nature, 370, 61-65 (1994); Will, H. et al. , Eur. 
J. Biochem. , 231, 602-608 (1995) ; Takino, T. et al. , J. Biol. Chem. , 270, 
23013-23020 (1995) ; Puente X. S. et al. , Cancer Res. , 56, 944-949 (1996) ; 4# 
PI 2000-270874 #^#:Pei, D. , J. Biol. Chem., 274, 8925-8932 (1999): Kajita, 
M. et al. . FEES Lett., 457, 353-356 (1999) )„ 

MT-MMPs f^, ^<<D MMPs {^tWWl.^ti:^'^^^ i^l^ ^ >'(7D^:)ji^. ^— (DM 

U-C*5 19. 37 y (f urin) fes I?' P J: ^^»f"e:itL^ 

liliJ^^'^-^^KOfgt^'fli^SjS^^ (Pel, D. etal. , J. Biol. Chem., 271, 9135-9140 
(1996) ; Sato, H. et al. , FEES Lett. , 393, 101-104 (1996) ; Cao, J. et al. , 
J. Biol. Chem., 271, 30174-30180 (1996) )„ 

^(D^m ' • ^ISl tJ^jk W^it {-*5 V ^ -C ^ (D^m JJ^S^m ^ tl^X V > 5 „ MTI-MMP 
Ji> 'mfkB:MMM-^V])v^:^:^^'a^xi'rT—^-l (membrane-type 1 matrix 
metalloproteinase:MTl-MMP) 5 V^ « MMP-14 b % fh ^ M M (MEROPS 

ID:M10.014) t?. t h ^;I*3V^Tf^^<D^-fe#:it'g^J^ 14qll-ql2 
(Mignon, C. et al. , Genomics, 28, 360-361 (1995)) (Z)^#J-efe5 i^'&^tl/i: 

(Sato, H. et al. , Nature. 370, 61-65 (1994); Takino, T. et al.. Gene, 155, 
293-298 (1995); ^P^p 7-203961 ^4ij#; ^li^p 7-303482 -^^S^^; GenBank 
accession number: D26512)„ MTI-MMP t V<D^^ ir=¥s / 
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wo 2(104/089419 



PCT/JP2004/004876 



^-X5;5t^-Ct>^C9#^5E;JSit^^tLTV^5„ t hMTl-MMP © cDNA 582 
^<DT ^ y ^^^^n— KU(EMBL accession No. D26512, E09720 &E 10297; 
SV/ISS-PROT: P50281) . ^<7)«3t}±v-^~-:h/U-<:/5" K{^g!< T'n K 
V, J:^ h 13 ^ ^xf v-^-S (stromelysin-3) L fc^M^^ 10 ^ 7 

t)^hf£^ » AiB-^iJ ( 7 Hf P > (fur in) -^^^^fiiaJ^S:<7? pTIgt* <^ 5 , 

^•^•^^■v'^'il hV-r (transmembrane:™) Kp^ > /5^??5^£o TV^ 5 „ 

rtb^-cfc, MTi-MMP i)mcmsp y^>'y<—X'h'0&}&m^M^^X-h^-^^^ 

^ if A (miP-2) (OmtEm (.Zfxj^'^^-i A/72kDa IV m^'7^'r — 

-^:proMMP-2)^?£i4Yk;-rS^: JfO^. MTI-MMP I, II :S.T>' IIlM^^^ — 

^l^^ y y{Zfxi:^-.^^:y^ 9 5:— >\ l^' h d 5^ aggrecan f^E^^^f^ 

ECM r ir;J5j^§g$tl,TV^So *fc. MTl-MMP ■b^mm^Wi^^^<D 

i i: ^>^$nTV^S (Seiki, M. , Apmis, 107, 137-143 (1999); 
Sato,H. etal. , Nature, 370, 61-65 (1994)) o ^ ?> Jclx MTl-MMP proMMP-2 (Sato, 
H.et al.. Nature, 370, 61-65 (1994)) -^^t' n n ^ .^7*^- — if-3 (proMMP-13) 
(Knauper, V. etal., J. Biol. Chem. , 271. 17124-17131 (1996)) CO J; 5 

©MMPs trJSti'fts-rs:! ^: t>^fe^^TV^Oo ::t^J; 5 mti-mmp (D^Wi^'M^^ 

MTl-MMP {t^^J!SSi|-^fe^(Seiki, M. , Apmis, 107, 137-143 (1999); Sato, H. 
et al.. Nature, 370, 61-65 (1994)) /cffCT'^ < (Hiraoka, N. etal.. 

Cell 95, 365-77 (1998) ; Zhou, Z. et al. , Proc. Natl. Acad. Sci. USA, 97, 
4052-4057 (2000)) •^#^^W(Zhou, Z. et al. , Proc. Natl. Acad. Sci. USA, 
97, 4052-4057 (2000); Holmbeck, K. et al. , Cell, 99, 81-92 (1999)) 05^5 

MTl-MMP \mm^m-y:^^mm. ■mm^wmm^mz.n-t^'^-m:f^:^3.'Q-h^h 
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wo 2(1(14/089419 



PCT/JP2004/«04876 



•:^/^^#: {^T. :^mmm^is\,^x. ms^mmmm-^hv y^^^^u-^uTT 
m L- r^mmmm <5f u xmrnm^Rx^yji «atfs^ 5 ise) 

(D — t L-C. ^MT-MMP^y ^ :^/^^^^-g- 

^-^- S Hi ® M«it#: ^l^^-^- 6 ^ i: ^jc^g "T? o „ 

i^itit^^jis^ MT -MM p Ti^mm L-rcmm^&mi^mm^icmMfo!Z:^Rt^xjiitM 

mm^Ui^^if^ikwm^^^um^ni.xh^m^Km^^^Rx^/'yinik'Bi 
^^mmxt^^k^^mi^fco o^t). *^Bj<^jii®ii^it#:f*. mt-mm 

p^mmvx\r^^mmmmtm±ikw^m^i^^—^'y htcL. 
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wo 2U04/089419 



PCT/J P2»(M/(MW876 



/ ^ CI — ih/l'^ft:, feiMT ^ cr— ^MT3-MMP^ 

^^/i^ :h/lx^#:;aSF a b >- F (ab') 2 1:^ ^^pJ ^ h ^ Xf* 

Fab' h-e^5JbiE<^flgKl]I«it#: ; ^^^•:^yV^^^J3iK 

ji^5t#-.(^^^$-&sfcic><^i^K^-^^-ro_tfBoj9iKM«3t#; ; m^y ■i^xl- 
7^^;^4^y>'^:^^y■fe^— /K -fe^^ Kz}^;^3J^y7^>^^y -feci— /^7fc>^7T~ 1, 
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wo 2004/089419 



PCT/JP2004/004876 



N- h^v^Jify ^^l^VrJ^y /V'- 2 O O 0} -1, 2 

-v?/-?^^^^ h-T/i'— s n-r/U-to— 3— 2}N;^:7;^^i5'/— /PT^ N— 
/WtK^/V-^ h^->7Ky3if^l/>'i?'y 0 0 0} -1, 2--J^</]^^ h 

h=apv^4^°y oc^^l/^-^ y nv-yi^- 7 5 0 } -1, 2-^^;=^7^7-n.f yl— s n-^ 
y-fed — 3-)i^;?!::7;e-rn^/— N- h^iy^^V 

l/i/^^y /!^- 2 0 0 0 } -1, 2-i'-';^xTi:3^/^- s n-i^'y-fern— 3- 
3— /t'— 5 0 0 0} —1, 2— v^XxTP-fyk— s n — i^y-fen — 3— 3^^;?5i>',•^- 
^ y — /^T $ J^C -5 ^ P> 31 a 1 ffiX 2 Ji <D )*e y :e ^ V- >- y 

-r 6 jri5oigKmfli3t#: ; uM.m'^m^nmmm^ ^-^^^jv ^ k ;^ ^ r ^^^^ 

*fc. M^MM±©^J8§MW5i^-v h y 5'i5^;=^p«^'i3::/P7^T— ^^^JE^;;-r 
6 



wo 20U4/089419 



PCT/JP2«04/«04876 
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wo 2004/089419 



PCT/JP2004/004876 



^ MTl-MMP C^xx— (IgG) ^-^tfjaTK 7b^^l8G%:T:7^=^T^ —^M b 

^ 3 ^tt. F(ab' )2®^^3S5n*D.Sbyfcm<^<>*>'i^igag<^^m^^ bfc0-efc-5„ 
^4Stt. Fab' ®:»-<t-^l/-f i^-r $ K^#A*ii^5^J(D0X)#Ay ^y-A^-=r 

W i^-r 5 K^yi-J:fc:a5 i:i a: j'j^S J; 5 \zM^\^. tejfi> ii^T 20 #F^SJS:^*fc 

^5^{i, Fab' M^^^>^-r>'-^' 5: FS#Afci;^^J(Dox)#tAy >?Ky-A?r-^ 

Wi^-r ^ K^^vifc;as 1:3 tjfeSJ: 5i^T 20 ^^1S;&^-^fc 

^^A y y — A sDs-PAGE ^-^ ^ - ^ ^^i-^K-efc s o y j^^" y - a t-^-a- 

bfe: Fab' i!i^^,^nS:^# ^<^^^>' K<Di4g^^33'^:^bfCo U—iX 1,3,5 
Fab' -DOX-LP (PM^ll (10) . ©:Sia(S)) . > 2, 4, 6 1-4 Fab' -LP (fi^M®. ®^ 

XJ^(3)) . 1/— 7 LP-raal, 1^— >- 8 {4 DOX-LP-mal, M l'ty^^A'^ — :^ — ^^'to 

MTl-MMP(D|g3^»-e^)S HT1080j||flJ!lS^^V^yh#^. m^^^'S^it. MTl-MMP €r^- 
;Sb^j^V^ MCF-7 «^^V>yt:#-^(D^:^-efe-5o ^*{Cf4^ Control ^(D start 

f^sm\t. 'm^m$.nu^^<Dmwz^7Ti\^fcmx^^o Pab'-oox-LP coMit 

^ 9 !j7;^Mi^M(HTlO8O)^7^/l'fz:*5ftSl0i}S^*^i^<^^it:ia-efe 
-So LP (iiHl) Fab' -LP (T0) bfc^-7^/K^MM5&<D#^ 

8 



wo 2004/(189419 



PCT/JP2004/004S76 



y—-i^^Xn?iah' )2(^a — 222-2D12) (DMjc SDS-PAGE y^^ — l^ tr.^-f 

^^Trfeoo D :^y—J^ic'^^Ltc Fab' t^m^ti^:k^ ^(D^^^^ F(D^M^ 

mi imn. HT1080 M^m\r^tcmmmmm^f^<Dm^t:^vf;^mx'i^^o 
mi 2ig{i. miimtmmKnm,mMPi^nmm<D'^^^7^vt:.mx^^o 

^V>\ ir?^ K*;xzfNi)/l.cc.;$r7— ir95 K.^;^^!n y /P:?^y -to- 
zV, -fe:^ ^5 F:^;^JJ^ y /t-^y -fern— /V'xK^^ ^^T— 1, 2 — y ;^ ^-1' ./^— 
^^tf :ih.biiimy.ii2m&.±^m^^t>-^xm\'^?>:i t^^x 
mi 2~2o<Dm^y,}-i^ma(Dmmmm&^mif^:it7!)^x^. Mi^mi^n. 

J^v^-m.. ^v:^=^>^m. ^<'i^^^^^m. ;=^xry>-^. yy — 

9 



wo 2004/089419 



PCT/JP2004/004876 



(RET I CULOENDOTHEL I 
AL SYSTEM) {^1 J; 5MJ£*^iST^-a:S ^ i dS-e# , fe■5V^«^^^:5^ 

^-i/y KGM3, ^VViJ^ n ^-^fl^^ijs:, >/VPi? ^ ^-^Bf^^, TKy^y-fery 
i^y VJSiK^^^:, N- {;<;/^7j^^=/^-p< h^^^v-jjf y 3i^i^>'iry /k- 2 0 

0 0} -1, 2 -i^^-^/w-^ h^/i— s n-i^^y -fea- 3 -*;;^:7;a-3^-37y— ./PT 
^ >'^ N- hdrv-:?Ky aiTF-p-^^^y =i—/U- 5 0 0 0} - 1 , 

2-i^y</u^ h-iju- s n-iS'^y-fen- 3 -2^^;=^:7;<^nl^y — /PX^ ^-.N-f:^ 

lsdF.e/jjf yo^^Ui/^y a^/l^— 7 5 0 } -1, 2-v^^7^Tn^ 
/I^- s n-i?'y-fen-3-j}>x:7;d-3::^y— /UT^ N- {;&./^/J?:^/V'-;'< h 
^iXJ^y^z^V-i^^y 0 0 0} -1, 2 - S?;^ 7" T n /I— s n - 

y -fepr- 3 -xfj;^:7 4-^^/— /I'T^: n— i;*;/^/^^/^-^ h=¥iX2Ky 
UV^y 3— /l^- 5 0 O 0} -1, 2-^J::^TT\:i^ /\^- s n--l^])±u-3- 

10 



wo 2(l(>4/089419 



PCT/JP20»4/«MM876 



mM^mm^mm\z. i ^ ng^^j^ 5 c t iz: j: o -c^ati- S r ^ ;a5 -e % 5 o 

11 



wo 2004/089419 



PCT/JP2004/004876 



/Ky — A-^^cn-^/U-v-g >'<^^-^{Cfi^^^;55 5 0 nmd^b 5 fimX$^^. 5 0 n 
m;&^f>4 0 0 nm;5S^^ U< , 5 0 nmd^b 2 0 0 nm>as^* U< > 5 0 nm^^ 
1 5 0 nm©t><^;J5j;t30^UV\ ^ -fe/l'O^^-a-fi. 5 n m;6^b 

CI fi/>^^y 3— /K jKy t'l/^-i^'y =r— /i,^ cn^i^^-ij^y v'^^ 

lx:/i^-'y /l^^ h y rc^U-Vi^^y /Ix^ xKy n^^l^^'i^'y rcf^lx^^ 
i/ y /l^^/T/l^r^/Vni— 7^/1^^ i^oc 5^1^:/ i^ y /V^y T/l'^aE^/^rt:— 

12 



wo 20U4/089419 



PCT/JP2004/0(M876 



y-fery^-, T^'o fi/>'-;^y /K T^y :7"ci k'ix:/^y n— /k :n5^i/>-.;f y n 

— •y^3z^l/>'^'y /l/^ h y :3i^W->'^'y =1— /W^ y ^^U'>':/y =1 — 
dr/Uic— 1, 3 -IT'^^^P-V^y 3— yW^cO^-ffiT/P^— (tK^^) 

*^^l^{c::9•t^:Ufc4^^i{;ljoV^T. mi. 2-2 0% (w/v) 

U<. 5~io% (W/V) P>(3:0* bv\ *fc, #ffiTyw=i-/wfi, i~ 
5% (W/V) :$S0^b<. 2 — 2. 5% (W/V) 3^ ^ ^ {^i^?^ bv\ tR^^ 
^ (:9-iSc^) <i:U-C. MW^^^^v^sm'a•^;l{i, MWJ«oi^-S:65 5 - 5 0 mM^s 
^if*b<. 1 0-2 OniM>!)s$^{j:0*Uv^„ tK^^^ (5^15:]^) (ii^sttSili^ 

13 



wo 2»»4/(»89419 



PCT/JP20»4/004876 



®i^»<^MStt. 0 . 1 mM~ 5 0 0 mM^sg^^ U < s 1 mM~ 10 0 mMdS ^ 

YfcDi-^fy^K^ ])yi-°y—J^^m^^^:fJ^tvx^<^^tLX\^^^:ffm. m^ti 

7i^7K^mmi^i^^vtz.mm(D-h<D^m'^<D^&x\ nm iWi^^^'^'^Mnm 

bV\ ^MT-MMP^y a— ^-^vST;#:^Jii«il^fl|it^(7>l^(??^®(c:# 
mjLi'im^^'^^:^^t\.Xi-i. {^^(d:^^ (stealth liposome, m 233-244 

CRC Press, Inc.^=fT, Danilo Lasic :SLtJ« Frank Martin ^) Xf± ^ tbiJlli C 

-MMP^y ^ F a b :7^jJ^y :/ F (ab') 

^y^-hXf^Fab' :7^:;^y>'b^) il3<^y>'i';&:7'b*i:SJS?b#5JiiK^W 

14 



wo 2004/(>894l9 



PCT/JP2004/004876 



/WrciJ^y ^/WT^ >'-eo--=r W W ^ h% a- [N- (1, 2-i^;^7^Tn^ 
JV- s n -^''y -fecr- 3 y /u-cn^^yp) - co - { 3 - [ 2 

-(2, 5-v'tKci-2, 5-v?^=ary-iH-t'n— /W-l-xf/v,) 

^MT -MM P^#:fi, FfMOMT -MMP (7)^1^,^ ^'Mt^^tJ^/X^ 

oX-hX\f\ :Sfc. l'ffi^^Xfi#ffifei#:C9V^TtLT'^> i < . (intact) 5> 

^^Xtt^07^^-y V h^L-< {iW#:^^V^-C>b J;V\ -^Jxfi. F (a b') 2. 
Fab' RXfF a b i: V^o 7t 17 7 iJ^T^ h ^.ffiV^-T % J: < . ^;^jj< i ^b— 0(D^ 

my.i^=^\^° h—:f (epitope) ^-a-M ^Sr^-r § df- 7« ^^^^u< x 

tt. '^J;tf«. ^ V Kci — 3. (quadrome), h V A (triome) 7^ if CD Zimitt^-'t^m 
DNA la^^x.&#J*ffiVN-T:flM$tb5^#:. MT-MMPfc6V^^4^l6^3lt:° :/ 

15 



wo 20U4/089419 



PCT/JP20«4/«04876 



Xfi. 7|eH#fFM 4816567 ; Monoclonal Antibody Production 

Techniques and Applications, 79-97, Marcel Dekker, Inc., New York, 1987; 
Morrison et al. , Proc. Natl. Acad. Sci. USA, 81, 6851-6855 (1984) Jfc if (2115 

(Kohler, G. and Milstein, C. , Nature, 256, 495-497 (1975)); fchB^flS^N 
y(-f\} K— (Kozbor et al. , Immunology Today, 4, 72-79 (1983) ; Kozbor, 
J. Immunol. , 133, 3001 (1984) ; Brodeur et al. , Monoclonal Antibody Production 
Techniques and Applications, 51-63, Marcel Dekker, Inc., New York (1987); 
h ]) ES,S-/^^-f]) K— (Cole et al. , Monoclonal Antibodies and 

Cancer Therapy, Alan R. Liss, Inc., 77-96 (1985) ) ( t h ^ y iJ' n — f /l^fet^jE 

^m.±-r^f^^<Diom) ■,^mm^'m 4946778 # (M.misjiW(Dm^(Df:L^(om^) 

;65^{f ta:#:(^libXfi. Biocca, S. et al. , EMBO J, 9, 101-108 (1990): 

Bird, R. E. et al. , Science, 242, 423-426 (1988) ; Boss, M. A. et al. , Nucl. 
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Nature, 321, 522-525 (1986); Langone, J.J. et al. (ed.), "Methods in 
Enzymology", Vol. 121 (Immunochemical Techniques, Part I: Hybridoma 
Technology and Monoclonal Antibodies), Academic Press, New York (1986); 
Morrison, S. et al. , Proc. Natl. Acad. Sci. USA, 81, 6851-6855 (1984) ; Oi, 
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V. T. et al. , BioTechniques, 4, 214-221 (1986) ; Riechmann, L. et al. , Nature, 
332, 323-327 (1988) ; Tramontane, A. et al. , Proc. Natl. Acad. Sci. USA, 83, 
6736-6740 (1986); Wood, C. et al. , Nature, 314, 446-449 (1985); Nature, 314, 
452-454 (1985) feS V>«^r T'^l^ ^tbfcjti^ (^tLbtOcfJlCfeolB^tt^tt^ 

^MT-MMP^y ^ x^—r ji'ini$^(Dmit(D titbit m^f^^lnmt VX<DMT-M 

MPtVXti. MTl-MMP, MT 2 -MMP, MT3-MMP. MT 

4-MMP. MT5-MMP. RXJI^MT 6 -MM.P <D smMib^^^fLXl^^^ib^, 

#f (Kohler, G. and Milstein, C. Nature, 256, 495-497 (1975) /.t if) ^^Ijffl U 
-C#P>ttfc^/ :^/^'^^trffiV^§c: i:;as-e#5o MT-MMP s 

<D0^(O<p-fS:< ^ t> Iffi, U< fi#^(Z>MT-MMPXfa^<^^M^^*^ 

^ft:. ^MT2-MMP^y:^'n— :^/^^^>is:, T 3 - MM P ^ 7 n — 
tn:#. ^LMT4-MMP^y :^ci— ^MT 5 -MMP^7 a— 

^*2aJ!^_h<D^#:^ffiV^§;l i:;as-c#S„ i t>0* U< «^MT 1 -MMP^y 

^i-^^ t^5X'#^„ ^fc. JigSj^it^ir^^-a-^-fr-S^MT-MMP^y iJ' a 
—•^jv^^h UTtt. ^g^^ U< fi^MT-MMP^y iJ' •:^/V^^(Z>F (a 
b' )279^^Vh, Fab' :7^j/^>^h, XfiF a b :7 9^P« b^ffii;^ 
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juifLi^(Dm^&\t. mnmmm:i^(DmMmmi^n\.x^/i^a:7!>^i • o. o o o o 

1-1 :0. 2 5dS0^b< . 1:0.0001 — 1:0. 2 ;65 J; 19 $f ^ b < . 1 : 
0. 0001-1 :0. 0 l:dS^b(C0^bV\ ^ti. fliWl^it^^tC-^ W 

X'ejUit 5. K^) -d^l : 0. 01 — 1:20 "Cfco ^ t 

^b<. 1:0. 25 — 1:4. 5;5SJ:(9 ftj^ U<. 1:1 — l:3;5S$b 

mAT -MM P ^ / CI — :h/V^<*:-g-^ll|®B^^5t#: t ^^^^^-O^/Xfial 
-e^^ i ^-a ^ <^ X \t . T - MM P ^ y n — 

-^*liK^jt#^{--g-^n'5mMT -MMP ^ n — ^/^feiC^lcdSMT -MM P 

tm^^t^^m^mz-Kj^^-r^o MT-MMPf*. ^^^(DmMiMM^^^^x^ 

U^^U. MT-MMP;&5ff^Jfn.^^c:*5V^-CBmUTV^5*^:§:;*^CoV^-Ctt. i< 

MT -MMP ^s^muTv^sK^^^jia uTtt. -011 xLt^. wmnM.. m^±.kM. 



18 



wo 20O4/0K9419 



PCT/JP2004/004876 



^^t^'^^tl^Xi'i^ ruffling edge <DF*3^^fla (endothelial cells) fj:if^^ 

Lv\ ^mm<Dm.mm.}^mi^:t3\,^x . mm}^^Rxj^y'jn-iim^^(DAi±wi^ 

^'r:^^^. :x.^^^ijly^ RFS — 2000, Lurtotecan, B 
NP-1 3 5 0, Bay-3 8 3 44 1, PNU-1 6 6 1 48. IDEC-1 
3 2. BN-8 0915. DB-38. DB-81, DB-90, DB-91, 
CKD-6 2 0. T-0128, ST-1 4 8 0. ST-1481, DRF-1 
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i^-^-fe/K IND-5109. BMS-1 8 44 7 6. BMS-1 8 8 7 9 7. 
T-3782. TAX -1011. SB-RA-3 1012,SBT-1514, 

yz}<i/H\ f'^-, :^^<5^'A^/-i^ f'^, :;&/^^:7— iXi5'^t^^>', v^^S^ 

/Vlfv^>\ i^^F=3ry/l't^v-:/, :^^fc°^^H:r^»'. 

A/l'-tfi/^', ^'37-1-^ 5=- 3^=¥irp< t:'>', TNP-4 7 0, 

TAK-1 6 5, KW-2 4 0 1, KW- 2 17 0, KW- 2 8 7 1, KT-5 
555, KT-8391, TZT-1027, S-3304, CS-682, Y 
M- 5 11, YM- 5 9 8, TAT - 5 9, TAS- 1 O 1 , TAS- 1 0 2, 
TA-106, FK-2 2 8, FK-317, E 7 0 7 0, E 7 3 8 9, KRN 
-7 0 0, KRN-5 5 0 0, J-107088, HMN-2 14, SM- 1 1 
3 5 5, ZD-0 4 7 3^?rW^^ t>05T-^, 5t^^J -gaj^f^, 

K h y i^m-r h y ^j^^^ ^ju^ ^^,7-5 k h y iy.^:^^'^^/vm.. 

^iJ^V^$>', -^^Yu^iy^ -f:ty<ym. K— ^:^:/c3 5 K, -T:^ 

DNA, X«RNA<^V^-rtt-T?t> j:< , #»®tem^(^>-r • tfhnlCiottS 
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-a-^i: b-Cfi. O, O' -N-i?K7^;*/-r/i— N- ( a - h y p« ^/^T 

-v?:iii5?y— /i^T^ ViJ'ny K. O, O* -N--^?7^ h y-T 

O, O' -N-v?-^:Sr1^7=^■^7y-l'/^-N- (a- h y p<^/kT:/^— ;^7'-fe5^/V') 
-i;?rci?ry— ^-i? t3 y h\ O, O' -N-v?::^-:J^i?'T^-fe/-r/U'-N- (a 

- h y 7« f^.^vT>'^=;rT-fe^/w) — v'j^^y— ywT^: n y K. 0,0', 
o' ' - h y N- (co- h y ^^A-T^'^^^.-i-T^;* /-r/i-) t$/ 

D - iJ^Vl^:^ p< — h , v'pi ^.'kv';*-:;^ ^■7^v'/^Ti^^:::^^7A:^p ^ K. 2, 3 -v* 
— N— [2- C;:^-^/^^ /I'/}? df-f-^ p) a::^/^] — N, N — 
'^^/V— 1 — yn>'^^^T>'-=e=!J^A h y :77^;^^tlT-fe7^— 1, 2— v^^y 

3-i3- [N- (N' , N' , --:^p<5^/^T5:y3i^>') ;^7/W^^^/k] 31/;??. 
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'^tlMm^m^f?> t i)^x^ So 

■^/uiyB>\ 3^)f^^-fe/K x>-h^^±ji-. ^^^(Dm'-^m^mtit'^mif^^t 
:as7?#s;5s, m^mM:^n^-<^ h(DXi-ifj:\^\ m^mt vx(d±^^ (m^m 

fCfiS 0 nm~5 /zm. 5 0 ~ 4 0 O n in;&S^* b < . 5 0 ~ 2 0 0 n in;$S^^ 
U<. 50~150n mcT? h<O^^XV bV\ 5: ±/\^Com^it 5 — 100 

nm, ^-r/l'v^a >-^?f$J5Sc-r Si^-^fi 5 0 n m~ 5 fj.mXh^o ^cC*3,m^@ttx 

5 i^mm ti:m^:^m^miR-t^ :i t i>^x^ -5„ 
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m^. ^-rmuT -mm p^y^n —i-/u^^^mmw^m^(Dm^i^'^ t m 

^^^^RUy'xiiit&B^t(Dm^^mm^i^?>±if>ic^ ^MT-MMP^y ^ u 

^M T -MM p^yi^u —rji^mw^mmwmmiki$^(Dm^^-^^^mmmx 

X^ ■SSBt^^^^So 

Rx^xjLi-im^^^^t^TkMmm^mMvxmm-r^^mxh^o nM^tti^m 
X v^ 5 mwmmitm^^^f)^ e> mm^^^iSLV^/jL \m.^^^mw-r ^:^mx^^ 
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ibTfi. .hi&olt (7k^?^) . $f*b<f^v^3$* (tR^^) ^fL** CtK^?^) 
±m<D'^^:^^ 1 — 4 Dr. ^mt -mm p^y^u —)-/uw.P^Sk^(Dm 

Mmmi^^(Dmj^}^-^ (^mt-mmp^/jj^h— m^v<n. 

«0F a b >- F ( a b ') 2 ^ 9 iJ^W hX«F a b ' :7 ^ p{ >- h 

^:trfflv^TMll^it#:^M5tU ^feV^-C^ ^iMT-MMP^y ^ n— 
tr^An-r o i <!; t?. ^MT -MMP iJ' n — ^/^^#:dSjigKm«5t^o?J^(7)^ 

-t:|B©^it:^ifel~4{e:2pCT> ^MT-MMP^y 25. TJ?^ 

MT-MMP^/i5^ci— (^*b<{i, ^{*:<7) F a b 7 ^ h , F 
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T^^MT -MMP ^ yt^n — shykjt^tfiopt My'hmt^Jt^ U#S|gKiRil^ 

-a-t-fis m^^^ 1 wMmz.M L-c. t u-co. 1-1000 nmrnm 

*U<. 0. 5-2 0 OK*^;dsj: (9^^ l^v^^ ^y^-^ 

51-^^ Ins bT. ^JiiK i lj5>^^500nmo 1 < ^ 1 0 

^200nmo 0^ bV^ 

^ma^^<DMMtLxn. m^i-t. mtm. .^mm. Amm. wcmm. mm. 
i>^x% So ^fv^<Do ibT^HMJu-i^mMTim-^vK. i^-^:^mt vxii. mm 
x(DmmmM^mif^:iti!)^x^^o 
mmm 

(D mmm ps^ ^ -5 c t « v ^„ 

1. 1nW^^v^y—J>,<DmM 

26 



wo 2004/0894I9 



PCT/JP20«4/<l04«7r. 



-x'— ;<7 — UT. ^ytmW (2- (6- (7-= hU'<^^X-2-:^-^■^^- 1, 

n->ry-fet3-3-7i^;^7;d-=iy >-:nbd-C6-hpc) ^mM\^fc. 

^°y — A(Z)^|fflJiS-^cD®* ( i n V i t r o) ^^^T ( i n vivo) 
^mm-t^tiib(DU^M ( K^^E-yywt'v-:^ : DOX) *^AP m:^l. 2) ^: 

>-m--^U--r W 5: K : DS PE-PEG-MAL) ^'^^fj:\^^^ ^-^T^CZf 

:^m^Mii<za::^:^-7T'f-i^/i^=^D> (HSPC). =iu:KTti—/u (ch o l) 

^^CICz7^^y^A . /VM?^^ (3 : 1) 3i^S{c:^j!i?^-frfc^. 5 

mg/m 1 -C'7« /^{C^^^-^fcNBD-Ce-HPC^is^JPbfCo ^ly^^f 

atK^^ (pH5. 5) ^:?iq,-t. :^/^7^2'•^5^;^$^1^— {c-c®<it^^Ufc (-f-x 

fliKMfi^ HSPC 2 8. 2mM, Choi 19. 2 mM, NBD-Ce 

-HPC 0. 2ing/mLi:/ie;5i5f;^fi^bfc:„ m<^. ^(Dmw^Wcm^^ 
"^i^-t^-^—i^^VX. 1 O s t r o k e Jf;^v?-t-'(' XLfc^, m^ll^(D^V 

liimXZm. 0. 0 5 ^mXZm ^^^1 0 0 nmm^(D^]}^y 

6 5 0 0 0 r pmXlWmm'Mmi^ti^. ±m^^X±mik^7kX^Wim(D V 
gmb/c3gy 7Ky-A5>i5:^gf^,^y Tjfy— tm#)itAffii:0 2S^f:i^ttfci„ 

2fe{-mi^itA;^«fe^^-t-, ^y xKy-A:9-fci^:s.tKDox^i^ mn^mm : 3 . 
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ml). 1 mm 6 5 °C-e^ >-^=^^— h L tc, 

- b^->3ij?y o^^V'i/^y 3— /V- 2 o 0 o } -i, 

xTcixf yp- s n— :/i;-feci-3 — x}^;^:^;^-^^^ y — yV'T ^ (DSPE-PE 

(i, DSPE-PE G^t;?D S P E - P E G -MA L 1 \Z.7r:Tmm^ t^i^ 
XomMX^fz. {^52^ 4)„ ^tbbfi. #>!ri^5|5*^^iT'^;fJBU. 1055-^6 St: 

G- 5 0 : ^i&iBtt^a^^i^Tfc) ^^TV^. Tj^v K5ij?y Atci^itiu^c y xi^y- 
(2) m^^-^ 

_hlBy 2Ky— A:^^^ (^;fyl~4) lfR^IRoTl^#'l4^tS:SL (QELS) 

{*^#;()Pb/ty /Ky-A{^ov^Tt>mi§:ufc^:^, ^©^^^f±{$e'i oonm 
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sm DSPE-PEG- mmmm 

(mg /niL) MAL<P»S (mM) (mM) 

1 to HSPC /Choi/ DSPE-PEG 

(28^/19.2/1.3) 



HSPC /Choi/ DSPE-PEG/ DSPE-PEG-MAL „ , 
(28.2/19.2/1.04/0.26) 

HSPC /Choi/ DSPE-PEG 
(11.28/7.68/0.52) 

HSPC /Choi/ DSPE-PEG/ DSPE-PEG-MAL" 
(11.28/7.68/0.416/0.104) 



a) Cat No. 172D0F02 (SHEARWATER^) b) Cat. No. N-3786 (Molecular Probes, Inc.) 

b) NBD-Cg-HPO Cat No. N-3786 (Molecular Probes, Inc.) 

Fab' -DOX-LP : ^ MTl-MMP ^/^u —r/um^'f^-^^mMmA V^y-M> 

Fab' -LP : ^ MTl-MMP ^/^u —i-Jl-^i^'^-^ y ^° y 

DOX-LP : ^^S^IJ^A V 2Ky — {-^ U4 >4 5 KS^^^A ]) d^y — A) 

LP : y Tjfy— A ^ K«.^^7^y jjf y-A) 

DOX-LP-mal KS^Atn] WJit A ^ ^Ky-A 

LP-mal : — 1^4 $ K^^Ay xKy — A 

2 : ^lM T 1-MM P ^ y >^ a -^yi,.^^^^ y y _ ^ c;^^^ 

1) igfi<D^m.tmm 

wo 02/041000 Al wm.<Di^m\^\.fz.f)^oXnf:L^ MTl-MMP ^7 n-^h/l^^^: 

^^i^^-f y y K— ^ 5% ^ '^^h]^isLm^^ RPMI1640 mmx-mm ua. o x io« 
m(omm,^mtc„ mm^^m-^ 1.0x10^^/0.5 mi (cim^u. ^ae) 1 mmm\czf 

-ett^i^trlHlIlR d^mcO 0. 5M NaCl 1. 5 M v'^'-NaOH ^fflf^(pH8. 9) 
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•X^mrnVtc, C*VSrSW^^-:/(-t 9. 0.5M NaCl 1.5 M jJ^y v^^-NaOH 

^VX^^-r^i^ l^y<^m&^ UO mg/12.5 ml i^m^t^ofco 

]^^ij>±?t ^ 0. 5M NaCl 1. 5 M i^l^-NaOH MW?^ (pH8. 9) X^W^t L fc V 
=iZ^\f-ri^ hyny-^ l^A^y T ^ — :^FF '^Jl^:^ ^ J>.(m.'^2.5 cmXM^ 5.9 cm) 
0. 5M NaCl 1. 5 M ->i^-NaOH MWIg(pH8. 9) "C^^ bfc„ ;& 9 A 
^iii§Lfc^S'i>-h«. ^^?^^4 ml -5o^iliU. 7 ^ a ^#-^ 1 b 23 # 
i^X'(DA280 ^m:^i.tc„ A280;a5 0.05^Tt-?'io/c^<h^flftmbfc^. 0. 1 M ^ 
^V^^^^(pH5.0)-e®*i5'i^^-?i5^®<Z>^til^ifTofc„ ^ffl^f*. 0.5 ml 

O 3M Tris-HCl i^^^CpH 7. 5) ^^^D bfcl^i^W}- 4 ml <3o^|li b. -7 =7 i^ 3 
l^m^ 26 41 #*-e<7) A280 ^l^gl bTaU^ bfeo ^ IgG (^T :7 ^ 

ffi^<^#^^^bfc:t>(D-efc'5o IgG t l.XV=7^^^3 29 a^h 36 # 

^nuui. 7"— /i^bfco wh^fcizG'm^^^m^'^=^--^\z.t 9. o.im y v®,Maf 

?^(pH7.0){^3S^bfc„ Ultra Filter UK-50 ^ffi V^l:]@^lf®5>^^til bfc„ 
MiJ-O A2S0aiJJ^d^^> IgGM^«r62 mg/6 ml tm^^o/c„ IgGii^^ 10 mg/ml 
(CpSb. 1 ml<5oi^^lt-C^tMi^#bfCo 
2) IgG CD Fab' lff;t-ft: 

±12 1) -efflWb. 10 mg/ ml {CpSbfcJ»M IgG ^ 1 ml t;) ^ o. IM NaCl -g" 

^ 0. iM mm. y — (pH4. 2) xmm. ^w^(o 2% (w/w) <d-<-^-> 
sT'cx 20 mmrmt vtc„ rmtmi^ sm iris-Hci mmm (ph 7. 5) ^ 0. 2 mi mmi^. 
sjs:^#jh bfco rmtm(D^m^ 0. m y ^-mm^^cph?. o -e^^^b b/c i^/i^ h 

n ^/V AcA44 'tf/umm:^ y A (iiC^ 1. 5 cmX:g $ 47 cm) \Z.^ b. 1 ml ^O^M b 

^y^^y^ >'#-^il ;5=»b 30 A280 trSll^bfcio ^2IlI{iF(ab')2®r9-<^) 
<5^V^^tii(D^-i^^^b7t^<D-efeSo F(ab')2liJ53-t bX:7^i5'->a ^-S^ 13 
b 18 #^1111151, -y—iVX^fz.^ F(ab')2®:55'^ Centricon-30 0.46 ml 

\Z.Wm\.f^. mmWT^fD A280 ^SrSlJ^b. #f5tt:/t F(ab')2^ 3.4 mg iB^t>o 
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#^tl/fcF(ab')2S:0. IM y >'^ig«^(pH6.0)-e0.9ml{Cii»b.O. 1ml© 0.1 

M iyp^TT $ i^mmM^mxi o. oi m) , st'ct- i. 5 ^r^^5c ufc„ ctu 

^ 5mM EDTA PBS -C^^fk bfc H a ^yix AcA44 ^jV^Mtl y A (jS;^ 1. 5 
cmX:g:$ 47 cm)(C^U. 1 ml '^^''^M\^':7 =7 ^ iy 3 11 ^6:^^ 30 #^-CCO 

A280 ^SrS!!^ bfCo m 3 0tt Fab* Mr^i^^^^/^MiitT)^^^^^ bfc t> (^)T-fco„ Fab' 
11i:$><t bT:7^^^X3 i^#-^19}6^fj 23#^|1IJ|X. /WUlTCo #^tlfcFab'® 
Centricon-30 T' 0. 56 ml \Z.^m\^tio M^®i^<^ A280 ^SU^ # btufc 
Fab' ^ 1. 5mg t o/c„ 

3) ^MTl-MMP^y ^ n— :h/^^<2|c^'g-y 4^y-A(7)pM (PM«^il®~(Z)) 

±fa 2) -ef^M Ufd Fab' ]lf5> (1. 96mg/0. 37ml) \Z.^ 1 (D^^ 4 <D-=r 5: K 

S^A^^^JC K^y^Vt'v'>'(DOX))$tAy :iKy — A (DOX-LP-mal) ("^ Iz-f > 
5: K®,^ : 104nraol/ml) ^-r Ix^ $ K^/Hti^S 1:1 tfj:^ ^^\^0. 41ral 

xig-a-Lfco -(s^a^-cii^iGT. 20BtrB^s;s$-^fc^. Fab' © lo fg^/p-a*^ n-c^ 

K K (0. 1 MTfC^M^ 4.26j[il ^^JP) -e7|cMJ^;:(Z>7</^:«r7° 
:7'n y-^ ]^tc^ C:^X% PBS -T?5p^^t:L.fc-fe:7 7- X CL-4B :^9J>.(M.^ l. 5 cm 
X-^^ 47cm)(::'^b. 2ml -:5o5>® L:7 ^ v- 3 11 42 #*-ec?:) A280 

(^^^■-^^^mM^^m ^^ 11 }?>^e> 2o#^T?cD A610 (^^•t-T'.etJ-^fliw^^^ 

^ MTl-MMP ^#:^-^^^^J«-A y y — A (Fab' -DOX-LP) ®^ t UT 7 ^ v- 3 

>'#-^13:d^b 14#^|1]IR, :7°— /VU. Fab' -DOX-LP (liM^i|®(DOX ^^^iJcl^aiJ 

^U/c^c^^f^^ 10%)^#fc„ *^^£:Fab' {i. :7^^iy3 >'#^29;6^^ 35# 
tei^m y >iKy-A®:9-i7i5Sjl; Fab' m5}-:a5>>*/pjgig(;ix^gt^>vytc i: 

i^#j^?:*^&x\Fab' -DOX-LP (siM^jcD (Dox ^mmKm^\^tz.^(D^^m 9. 2%) ; 
mMm®(Box ^&mi^mMi^ti\^(D^m.m i2%)Rx^mmm® (dox ^s^picaa^ 

byt^«0^f^^3.9%)^PMbfco *1 <^«!;;^2c^-^I/-r W 5 KS^A 

y TKy — A (LP-mal) (-^ U-f $ • 260nmol/ml) J: !? . Inl&M^^X b 
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Jfc V ^^ MTl-MMP IjLi^^^ y 7}< y - A (Fab* -LP) mMm® (HSPC td U fc ^ 

(HSPC ^mmi^ Ltcm(D^^^ 2. 1%) ^_b|Bt l^^<^;fe-fe-epML:fc„ 

m/^--( h'm^(D A610 mnm^'^M.nitiz,^:^^ =^-j^/mmm^v =.-j>.^m 
cx^mufco -^fc. ^ MTl-MMP ^(*:^'^yjKy- A© y ^jjiKig^tt. 

2 LP-mal ^ U < «^ 1 4 CD DOX-LP-mal (D ]) l^mWM^ ( V l^mW 

*fc. uim(^^^«sjt::*5v>T^^^^^b''d^vNy j^y-At urftfflufcy jK 
y— A (^i/-r^-f 5 KS##Ay >j<y— A) (lp) fimwMxy *°y— 
A K^^^Ay ^) (dox-lp) ^dov^x^^. ±^d.tmw^^ 

1 o^:*- 1 ^ L- < 1 (om^ 3 (^-r ^ F^^^A y y-A(D y ^-amk 
li^^Sijjfeu. ^j^-rs^ MTl-MMP ^7 -hA-^^r^-a-y 3}^y-A<D y 
W?t-^{-'g-t>-^"c PBS -e^iRu^ffi ufco 

HMFd 3 : m MTl-MMP ^ / ^ d --^/V^^:,^^ y y - A (DmM (PM^i®) 

^ J; 5 UfcigX^fi. Iliig«^!l 2 ^ mm(D^^X-^ m l 4 (D DOX-LP-mal (-^ 
U'-f ^ KM^ : lOOnmol/ml) J: 9 Fab' -DOX-LP (PMM(E)(DOX ^S*{::aiJ^U 

<?D-efe6, Fab' -DOX-LP ®5^tty^iJ^v 3 ^'S-^ 14^5^ b 15 #i^:^tHU. :7^^ 

3 29 i)^ ^ 35 #ld^tH-r 57|cSf& Fab* M^m^MMm 2 t Jtlfe L 

4 : in. MTl-MMP 7 a --:^/^^#:M-a- ^ ^° y - A (Dp® (PiS^!l(D^t;^ 

(10)) 

Fab'Sr^-i-Wx-f ^'.Y 5 KS^AP sHy — A<^-^W^ W 5 K^>'UJ:b^ l: 
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0.25. 1:1.6. 1 : 2RX/ 1:4.5 tX^iLSi^ti^ MMi^ 2 t mm<0:^^-V Fab' -W 
RX^ Fab' -DOX-LP «r#fc„ ^ 1 (Dfik:^ 2 <D LP-mal J: 9 ^ l^^T >'-r 5 K^/l^J*;?: 
1 : 1. 6 .i: VXV^m^thfc Fab' -LP(HSFC LfcB#(7)#f^^ 6. 0%) ^P»J 

(D. ^ 1 (D^:^4(D DOX-LP-mal i.^^ 1^4 ^ K^/Vit^ 1 : 2 <b LTf^M^ 
tbfc Fab' -DOX-LP (DOX ^S^PldSlI^ Ufc:^<^)^.f?^ 21%) ^mm/m (10) t bfco 
f^^^J 1 : y 5j?y — MTl-MMP ^- :^>'^*t#:C5^-g'05t^ 

^ 1 <^*!!.;^ 2 (D LP-mal. ^ 1 4 (D DOX-LP-raal. HJSfi^!! 2 4 {ilT^^M 

Lfc Fab' -DOX-LP (PM^Jd). (3)^tJ?(10))Mt5tC Fab' -LP (fiMM®. OSt/®) 
<lr 6xSDS-PAGE Sample buffer (SItg) {;i-C y ^JigWM^:^^^ 3 n g/lane t ;^dt 5 J; 5 
l^l^^f^b. 5 ^r^im^fc^. SDS-PAGE (F^/V^^/l. 4/20J. ^tl^Ma^D) 

LtCo Fab' -DOX-LP Xtt Fab' -LP bfc >- 1 ~6 (;i 30 kDa (D Fab' 
^^'^ K:ei5^je) b tLfCo — LP-mal X{4 DOX-LP-mal ^|!t bfc l/—^' 7 8 1? 

MTl-MMP ^/ ^ CI — b-CV^-5 d t ttfc 6 ®)„ 

^J^PJ 2 : ibt KfTl-MMP ^ / ^ xx —TjV^^^^ JJ y — A O in vitro ^ffljlS^ a-'t* 

itiffi : DMEM (SIGMA) {C. y G y A (SIGMA) . ?5£^J?; h y-^^ 

i^'^- (SIGMA) 50U/ml. 50 jtt g/ml (^J^Slei/^ 5 J: 5 X^Mtl. ^ ^ (c:#^#'ft; Lfc 
^^v'^J.Bjfil^t (Gibco) 10%(v/v)(D^i^fC;^^-5J: 5 {-*nx.fc„ subconf luent 
t Vmrn^mm^ HTIOSO ^ U < « t hfl^^ajja MCF-? ^ O. SmM EDTA/PBS {;iT 2 
iUSfc^^. bfc 0. 5mM EDTA/PBS D*-^. ,^ 5 i^Wi^W-f^ ^ ^ fCl i D 

««rffJilbfCo i#i(fe^ii^4JPx.*fflil&^^^m. ^i^T lOOOr. p. m. 3:9-PHli^'L> 
LfCo -h?t^®?l^. l~2ml (7)i^ife{cS^Mbfc^fBM-®|^0— h y 

coliflM^?^^ 96 h 50/i 1/weii ^;(jnu. 37'C. co.-T 
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Dox-LP m 1 i^:^ 3)Rxj^ Fab' -Dox-LP (.mmm®Rxji0) y i^mwmm t 

l/well J^iP $ b 1 ^FbI^^ b/c„ 7^c^^S1^>^/^-^^*-r s g 6<j-e. 

PBS ^ 200m l/well ^*Db. »^?5fer^b;rc„ gfe^^f^fi 2 iHlj^ 

<5 m ufco^r^^K-btcfffcJ'^it^^ 100 m l/well miii ^ f> 7.m^^m: 

IJATO Cell Counting assay ^^To:rCo — H (start {il?it^,ffi) {i, gfe 
i^^<D 24B#PBl(D^#^^T*?-r.i#^^;(jn^li:*, Cell Counting assay ^^Xo ife.o 

Cell Counting assay : fCell Counting KitJ (^3fe*^^X^) (J:>W^\^:ScM\Z.^ 
V>li3^L.7>f /W^— ^igigcML-fc WST-1 lO^l/well ^Afl U . ^1$^ ^ ^ {CI 

4 ^fs^^* Ufc^.A450 ^PJ^ L-fCo r <D A450 {iItt.:±lBJ3S#:{Ctb^!j L±#i-6o 

K^ltfS. Blank (Jt^O)^), Control (^Ji&{;ii^^tr^.^iq) Sample 
DOX-LP Xtt Fab' -DOX-LP ^^;|jn) 1^^^^ #P n=4 JCT^i^ bfc„ 
^-IT'yl^iT) y >-ilgWISI^ (Lipid concn. (/ig/ml)) *Bj|&{^:1^>-:/yl^tr^;?JP bfc 
^(^^StrlBL-7to ^BMmrfl^lJ^ (Inhibition) fi, .li^TO^i-^f^illf O A450 

Inhbition = 1 - { (Sample at 24hr — Blank at 24hr) — (Control at start 
— Blank at start) } / { ( Control at 241ir — Blank at 24hr) — (Control at 
start — Blank at start)} (%) 

Tukey ^4-^^mi:tm^M^n\*\ DOX-LP ilt Fab' -DOX-LP S¥I^O=frjtll^ 
start DOX-LP ^b < « Fab' -DOX-LP ii^^tit^ofz. (^ 7 WiR 

24 B#Wi^*^^:joV^-C«^ HT1080 ^j9SO:^'a'x Fab' -DOX- LP 
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Lipid concn. 
( u g/m\) 


!nhibition(%) 


HT1 080 


MCF-7 


Control (start) 


100% 


100% 


Control (24hr) 


0% 


0% 


DOX-LP 


50 


33% 


31% 


Fab'-DOX-LF 


50 


112% 


26% 



Mean±S.D.(n=4) 

*** : P<0.001 by Takey type multiple-comparisoa test 



Lipid concn. 
( u g/ml) 


Inhibition(%) 


HT1080 


MCF-7 


Control (start) 


100% 


100% 


Control (24hr) 


0% 


0% 


DOX-LP 


50 


26% 


37% 


100 


18% 


44% 


Fab'-DOX~LP 


12.5 


23% 


31% 


25 


42% 


31% 


50 


88% 


58% 



Mean±S.D.(n=4) 

*. *** : P<0.05, O.OOl^espectiTely, by Tiikey type 
multiple-comparison test 



2) mytmw-m 

tuia 1 ) (D^^tmm^mi-t vtcb i. 5 x lo^ceii/mi (D HT1080 ms^mmm^ 

5^ai>'/^— K (NUNC) {^1 Iml/well ■ro^:&P U — l5ii##Ufc„ m^±^^ 
vA3m^^. ^a^>'^<—t:^^4 PBS ^mtcVtcm^m\^^'74 K 

«bap(^ 1 (D^iioi ^mum^oy^j i^mw^&\^^t>^x pbs (eiT^f^ bfct> 

^^)^V^fi Fab' -LP (MWiQ)) ^ 20^ 1/well -f O^^n m.Umz.X&^Tm 1 
?^*P CCD ;& p( ^ (^—^>^P^) iZXmmi^tCo Fab'-LP 7}fy — Ai?- 
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mm b-cv^s HT1080 M(oms^m±iz:m^-r^ ^ t T^^m^^ntc. 

^mm 3 : ^ MTi-MMP —r^i-mi^^^ v^y—M.a) in vivo mm^-^i^ 

WIS (mmmm^T'yi^) 

1) in vivo mmmmu^ 

Balb-c nu/nu -'.'l^;^ 6 M^) id HT1080 iBJiS^ 1 XIO" iJ^^ JftK 

F^K-^m. 14 0 @ {c LP(^ 1 (Ditii:^ 1 ^PM^J©<7) y ^^jiM®^i^}:i-a-^:>-^-r pbs 

fc: T b fc) ^ V ^ Fab' -LP (p^^!|(5)) ^50nl/-^^:^ B.^ I^S-^U^c„20^. 

fcifi. LP^v^«Fab'-LP^#-e•^7;:^ov^-ri^{^:*5^^■ct> y — 

i^'^Th/v) ^mtbt^io m.mi^m^is\,^Xfi. Fab'-LP S-^-^!5';5^<^;9^{;i*5V^-ry 

7Ky-A©^* <lrmje)fc(B9lll)<, 

2) in vivo MS^Mi^^m 

Balb-G nu/nu x ;^ , 6 M^) HT1080 ^J3^ ^ 1 X 10* M/-^ 

21 B g {c: DOX-LP(^ 1 (7)^:^ 3 ^mmm®(D y ^^JliKli^fC-^ll^J-erT 
PBS fC-C^^f^bfc)Xf?- Fab'-D0X-LP(Pi4^!l@)^ 1/-^ -.^jj^pfcj^^ I^/^o 

^RBi b-cy 7}^y-A(Dft^p«9 i;i PBS %^^bfco i b^. MJ^MsK^ittti 

■ewfJffitr^BS-C'^S^L-fCo ^fc. ^<Dmm^^^-^ h^^y])^^'=^:t''Jl^ (HE) 

/•^^y^^-U (65°C, 5 5^X3^^IJ(^S^K) , T/P-=i— /U-^^IJtC-CmTK (100% 31 
^ 7 -/I^Jj: 5 ^X3 ^a?'J?^ai=^. 95% oi^jr y —^^^^ 5 2~5 5^^^ 

•v- h df^v- y ^^^id^M. 7k3l7fc{--C 5~io :$>ra;!K^blS-fe#. 95% 31 tJ? y — /i^tc: 

^Tk (100% J—;V\Z. 5 5>X3 =^'> l-^-filTSm b (5 :$^X3 

MM^m tum<Dmwm^\^-i5\'^x\'i.. nmkz.it^x dox-lp xtt Fab' -dox-lp 
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(Dmmnn. y^mi^is\,^xik^^^ofc^mi^. mm(omm^m^mi^tco dox-lp 

h^^ntmmmM.^'^^^ b-CV^fclo -ftfa.;^. Fab' -dox-lp ^> 7^ |cl*3V^-C^i. 

^BlFf^-ett. DOX-LP ^#-^!>^(DM3^lJ:Jt-<. M5»*®<7)Iiad]i^E;J5|^^lc:* 

4 : ^ MTl-MMP ^ J P vi — :h/^^#:^-a- ^ V — A <D in vivo 

1 ) in vivo 7toJ8a*tt«il 
Balb-c nu/nu ij7 6 M^) W$li<^:fe:& 2 ffiBft- HT1080 ^UJiS^ 1 X10« 

DOX-LP 1 3 %MM(E)(^ y ^-flgKM^fc-^^^-fr-c pes tJi-c^f^ Lfc (D) 

^V^ttFab'-D0X-LP(MM^J(D)^25Atl ffi^ff^^lfB^ ^T^tJ«Jl^J|li?S# 

*yt. ^ b-C. LP (^1 (D^-)5 1 ^ PBS tCT y >'|g«?®^ 0. 46mg/mL \Z.^^ 

t)«Jkl=ff^^^ h*5fe^-VT>;^ CD31 CI— t-/W^5i:#:(Pharmingen,Cat.No: 
557355) ^^V>fc:fe^^-fe(m^^ : ---^ h ^ y ^^-fe) {C J; t)M^Ufc:„ 

MUfCo r©^t^§];t^?&T-fer h^-li^T 10 r»-^@j£U PBS ?5fe?t=^s 0.3% HA 
:/pt y^i^{f%, (0. 1% BSA(!^ v-jfiLtf T/vy'^ >')-^^PBS \z. 20 . 100 

f&#f? Ufd^ CD31 ^#:^MT SP^I^-T? 2 ^PbI. ^Jd^^c^i^^^^fjofCc S 
PBSiSfei^ (10^x3 m) (^-C^^f&O^CDSl^f^^J^^^bfc^, 200f^# 
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mX^ltmPmmm^^y hUi^ (Amersham) SrMTU mmmi^X' 30 

b/c^. 0. iM V i^mmmm pH6. 4 i^m 10 ^mmv. ^^i^m io~2o dab 

(3,3' -v^T$y-<>5^i^>7" h7t Ko^o^xT K) ^^bfdo DAB 
ffi5St"J®<?5^BM^mfC*3V>r(i, LP-^DOX-LP {c:Jt'<. Fab' -DOX-LP ^r^-^Ufc 

DK^-CfcofCo m#MS^^Se*:-t-5M^<^5^3gFfB(-*3V>T. DOX-LP i^it^. 
Fab' -DOX-LP trlS^ Vtc-^t7 :^{^i3\,^XtfC MTl-MMP — 

^M*-^^ (^'(j^Mmm tm}t>hrb. cmim^'^^^^h. mm^^m^ihLm<DM 
nRxj^^^(D^itii)m^htitc. $bt^. DOX-LP ji#MS^^SBJfc-r 5 ffi0tj:*3 

v^-c«Jl^.W^^T:^5itt^6^]^fcl^^Tv^s©^;::i4:^. Fab' -DOX-LP m^MS-^^^B!*;: 

•f-5M1^{^*3V^-C^iJflLl^^^T:aS^U< , Fab' -DOX-LP J; -5ff^JfiLW-^<^i5^7^ ^ 

Fab ' (222-1D8) -DOX-LP : ^ MTl-MMP ^ 7 a —T/X^lni^ ( ^ n — 222-1D8) 
Fab' (222-lD8)-NBD-LP : ^ MTl-MMP ^ 7 ^ n ci — 222-1D8) 

Fab' (222-2D12)-NBD-LP : tn. MTl-MMP ^y ^ cr— •:^/^^#: ( a — 

222-2D12) M-g-^^^^j^tAy xlfy-A 

DOX-LP : SiM^Ay^'y— A (^w-r w ^ K^^^^Ay ^i^y— a) ' 

NBD-LP : mytMmA]}^y—J^ (-^ W ^/-Y 5 KS^^Ay Jj^y— A) 
DOX-LP-mal -.^U^l^^^ K»SA^«3^Ji«fAy T^y-A 
NBD-LP-mal •.■^U^l^^^ KS^Am^fc^^^A y Jj?y-A 
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W002/041000A1 |a^O^&{c:^oT-#/cMMTl-MMP^y u—TJ^^-^i^M 
^y^^y'V K— ^^J5&(:^^tI->-#-^ 222-lD8)^^^^. mMM 2- 1) idXXJ^2) 
tmm(0:^^X'nt!:. Fab' dth^a t-r^) \z. NBD-Q-HPC tr^;(jP-fr-r^ 

DSPE-PEG *5 J: DSPE-PEG-MAL ^^m^MX-^M Vti&.^t-imMM l-l) t mm<D 

^W:xmfz.m 2 5~io (D^m-^ w 5: v^y^x^^f^y-^ 

(DOX))^Ay 2Ky — 3. (DOX-LP-mal) K^tS : 0, 2.6. 5.2, 26, 

52. 104nmol/ml. PEG-mal/PEG ^ : 0. 0.5, 1, 5, 10, 20%) (Cl b t "f-^) 



m 2 : :J!!L;^0!J 





as 


(mg/mL) 


DSPE-PEG- 
mal/DSPE-PEG(%) 


(mM) 


(mM) 


5 


0 


HSPC/Chol /DSPE-PEG 
(11.59/7, 89/0. 534) 


20. 01 


o 


6 


0. 5 


HSPC/Chol/DSPE-PEG/DSPE-PEG-mal 
(11. 59/7. 89/0. 531/0. 003) 


20.01 


o 


7 


1 


HSPC/Chol/DSPE-PEG/DSPE-PEG-mal 
(11. 59/7.89/0. 529/0. 005) 


20. 01 


9 


8 


5 


HSPC/Chol/DSPE-PEG/DSPE-PEG-mal 
(11. 59/7. 89/0. 507/0. 027) 


20.01 


2 


9 


10 


HSPC/Chol/DSPE-PEG/DSPE-PEG-inal 
(11. 59/7. 89/0. 481/0. 053) 


20.01 


o 


10 


20 


HSPC/Chol/DSPE-PEG/DSPE-PEG-mal 
(11. 59/7. 89/0. 427/0. 107) 


20.01 


2 


11 


10 


HSPC/Chol/DSPE-PEG/DSPE-PEG-mal 
(28. 20/19. 20/1. 17/0. 13) 


48.70 


0 


12 


0 


HSPC/Chol/DSPE-PEG/DSPE-PEG-mal 
(28. 20/19. 20/1. 30/0) 


48. 70 


0 



mm^xmytT. 20 mmRj^-^'^tz.^. Fab' (d 10 m'^/^A(D n-j^^/i-n' u4 

W ? K (0. 1 M Ti^mm^mM) xmKm(D^:t—/)^m^^^ y b/co ^tt^ 
PBS -e^^-fb bfc-ir :7 r CL-4B :=& 9 a 1. 5 * ^cf:i 3. 0 cmX:g: $ 47cm) 
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y ^ u^-T/l-mi^i^ 13 - >'#^ 222-1D8) ^ -g^ it lg it A y y - A 
(Fab' (222-lD8)-D0X-LP) M^^^i}?^ K:^ U ol — Ad^blHUK. Zf—Jl-V^ Fab' 

(222-lD8)-D0X-LP (^Wll®—®) ^#fCo — Tl^SfS Fab' :7 =7 ^ i^' a 

>#-i-29;6^b 35#Bu^{-^/±iu. y :^y-Aiiir9-^*s;S;Fab' M^^-jas^/^M 

*fc. y^Ky— At>U< «^ MTl-MMP ^ y ^ n — y /K y — A (^Ig 
m^^^ tb-f . r <o =J 7^ n —yvi^^ t HPLC J: 6 DOX t (D iz. §,mfj:m 

J; 5 PBS x'^m i^^m ufco 

HJSM 6 : ^ MTl-MMP ^ / d (222-2D12) U 7|f y — A <Z>PM (H 

toim^Rsy ^y>-A(??M(P»J®. ®) 

W002/041000A1 fB^O;^fefJ:tJ§o -C#fc ^ a — V^-^ 222-2D12 <DW. MTl-MMP ^ 
y^u -f y K— ^IfBJJ^^ffil'^HWI 2- 1 ) -io J: (3^ 2) t nWi 

(D:^mx^nfz. Fab' iii:9-^ffiv^fc^ <b i:> i^-f v-r ^ FS^Ay ^Ky— 
1/^ 5 K^/i^Jt^ 1:3 i J: 5 L-fcj^Jt;J1.fi. HJg^ni 5 t mm(D:^^x. 

NBD-Cg-HPC Vfc DOX ^^AU?feV^* 2 11 (D NBD-LP-mal ("^ W'-l' 

5 Kli;^ • 130nmol/ml, PEG-raal/PEG ^ : 10%) J; t> Fab' (222-2D12)-NBD-LP (iH 
WJ®) ^#/Co *fc. :L(DV:^y—J>^(DMmmtVX. :J^n — 222-1D8 
*3K(7>Fab' ^1^ e NBD-LP-mal {C^-a^^fc Fab' (222-1D8) -NBD-LP (|S WO®) 
*5 J;t^^ 2 ^O.;^' 12 (D NBD-LP ^y/wMiS bfc y ^Ky— A (MM^J®) ^> 

^^^!J5 : V ^y—J^^(Din.ml-}mptr^i$^<D'^^(Dmm 
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mMx.izm'mJ: 9 ^MUfc t h MTI-MMPCISO fi g/mL) ^ 0. IM Na-P pH7. 0 {JIX 

^iteM 5 *5 it/ 6 -eii^ vfc^m y — a (psjm®-®) ^ n u;?^ n —ju 

mMf)^ 10 |i g/mL iCJ^^iS J; 5 PBS -Xf^f^U. 0. 4% Tween20 -g-^P V^^®?^^ 
l^^fiAqx-^-g-^. 37r.m?aif {;::— Bfe#«b, ^S^Stt^J^S^frofc (b ^i- 
^)„ a ^ 0. 1% Tween20 I) ^^S^J^f^T 300 m L/well . 3 lE]Sfc# lOmM IRB 
(1% BSA, lOmM EDTA • 2Na, 30niM NagHPO^ • I2H2O. 0. IM NaCl) ^ SOOittL/well 

IgG(222-lD8) ^ PBS i^X 100 u g/mL i^L^^ ^ b 0. 2% Tween20 ]) l^mW. 

mm^xmik^^\^. mw^r^^^mmw. (12.5. 3.125, o.tsk 0.195. 0.049, 

O^g/mL) ^li^Ufc (d i: HRP-Fab' (horse radish peroxidase L- 
fz. 222-1D8 Fab' ) ^ lOmM IRB tclX^f^ 0. 125 p. g/mL ^Ig^fli^ Ufc (e 
ti-o). b Sfcfid e .i'^SIt 1 : 4 (d-C^-g-Ufc (f t-t-'5)o c ^ D 
W?S(-T 300/xL/well, 3 |l]?$fe}f-^. f ^ 100^^ L/well (n=2);!jP;t, 25°Cti:?M{^: 1 
^i^iJtfls^lS (M-a-^tiS) Sr^TofcCg it-§)o g ^ 0.1% Tv/een20 
-g-'try >'^^«?^{-T SOO^L/well, 3|Hl^?#-U. TMB (Bio FX Laboratories t±) 
^ lOOML/well JDx.. 25'C'Mlf {C 15 ^^Mb. TMB bfc HHP (D^^ 

S^&^tfofc (h .h-r^)o h kZ. IN H,S04,-^^^^^ 100/zL/well;!jPX.. KJ^^^W± 
UEt>t-A450 ^aU^UfCo d^C*5V^-C0/^g/mL<^!^7 3lyK a (c:joV^Xfe^:m 

ii&^^ijcT? A450 igG ui/h^-a-sjs^-efcs i t ^wm ufc (^ 3 ) » 
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A450 


nju 1=1 






ai^ffi 1 


aa^<a2 




(%) 






0. 009 


0. 009 


0. 009 


100% 


MM 


2. 115 


2. 152 


2. 134 


0% 




2. 500 


0. 139 


0. 147 


0, 143 


94% 




0. 625 


0. 341 


0. 334 


0. 338 


85% 


IgG (DM^rm^ 


0. 156 


0. 683 


0.-751 


0. 717 


67% 


( /z g/ml) 


0. 039 


1. 379 


1. 237 


1.308 


39% 




0. 010 


1.877 


1.792 


1.835 


14% 



^%^^%^\^fz.^ Fab' (222-lD8)-D0X-LP >bb<f:iFab' (222-lD8)-NBD-LP «r 

yxKy-A-^ 222-2D12 fet^^s-g-y ^Ky-A^i^>'7'/wt ufc^^(^^-a-;^ft:) 

tJtgfb. 0^b^^(^{SVvfittr^L-. HRP-Fab' (^J^Ll^m^SiS^;^^^-^-^ tbfc:„ M.^ 

^tU L/c^^=t CI — /VSabfc «9 © IgG mUm-X^m Ufc OOX-LP-mal (^-x' 

Fab ' (222-1D8) -DOX-LP h ixtc ^ t tmm ^ ijxfd 4 ) o 



*4 : y #y— A--<^feT:#:j^'a-M 







IgG 




A450 


(%) 


IgG 

cone, a) 
(jLtg/mL) 


IgG/Choll. 
b) 

( n g/mg) 




ta^iit2 




PEG-ma 1 /PEG ^) 


® (0%) 


2. 067 


L 2.114 


2. 091 


2% 


2.6 


6 


@ (0.5%) 


1.578 


1. 648 


1. 613 


24% 


6.9 


17 


@ (1%) 


1. 360 


1. 402 


1.381 


35% 


13.5 


30 


® (5%) 


1. 107 


1. 122 


1. 115 


48% 


25.7 


58 


© (10%) 


0. 679 


0. 746 


0. 713 


67% 


74. 0 


172 


© (20%) 


0. 465 


0. 485 


0. 476 


78% 


145.4 


356 


a): IgGg 


1*. b] 




fefc 5 <^ IgG 
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2) SDS-PAGE iCX^Wm 

Fab' .(222-2D12)-NBD-LP(ilM^R|(g))^ 6XSDS-PAGE Sample buf f er (^tc) T 

222-2D12^^S*<^>F(ab' )2 ^ 6 XSDS-PAGE Sample buffer (^Mtu) fCTiJ' i^^^i^ 
mm-i^m iMg/lane t^^^X^ i^^^l.. \^^-Ttbh 95°CX- 5 ^mM^'^tc.Wi. 15% 
SDS-PAGE <>'V^{C#fcb. CBBT-^^Lfco 

U-l^l (Fab' (222-2D12)-NBD-LP (ISM^il®) ) . 1^-1^2 (222-2D12 *t#:S5l5 
<^F(ab' ftl 30 kDa © Fab' K;5Sm26 P>tLfc„ Ufc^Sor. liMM 

©(DfetMTl-MMP-^y n — i/#-§-222-2D12) ^-^y /Ky — 

1*^^(1 6 : ^ MTl-MMP ^ / ^ n — y y i„ ^j^ro ?^QJiS^-a-|4 

1) mmmMmm^m. 

(Dms^mmmmm^wm ufc„ *ihis^ 96 t-— h ^ mti-mmp 

^-•TjV^^^ ( n - # 222-1D8 ) ^ -g- ^ ^ it A y ^ y - A 

(Fab' (222-iD8)-Dox-LP)^;?ji];t. immmmvtco mmwmm^m^i^. mcfj: 
mm^mMi.. ^hi^z^^mmmi^fco mmmi^^24:mmmmi.f:L^i^. ceii 

counting assay ^n^^.±^mWC(Dmmtf£^AA50 ^Zfn y h bfco #1^0? mean 
±S.D. (n=4)?r*^bfCo br. Fab' (222-lD8)-D0X-LP Oft;b (C, i^i* 

(oTi, (^fig) >b u < fi^#:^^-^ bJ^i v^m»Ji^ A y y- A (Dox-LP mm.mm ) ^ 
fetft^^j^a (free Dox) ^^TLfc^ ^Tc. mm^MK.Tmm(D^^mm^mmi. 
fc^^y^7>'^ t \.tL„ -^iid^um^ 2 \z.xmmmnm-^^i£\^^m vxxi^ti start 

#:fi. DOX^^ (free DOX) 100 ^.eMI ^-^l^Zf/V t \.tim^<DWL%ktJ^ i£^i:> 
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b^^CVNC t ^^^^(D^m^^^^mV. free DOX lOO/z g/ml «^«Z>fit* start ig. 
tVX^mi^tCo C (D start -fiSf*. |g 1 10*5j;t)?||l 2m^<0 A450 i$.0. 6 

P^M®~®l-OV^T^!|^b3t^:^. PEG-mal/PEG l%£iT(^ 2 ^O-;)^ 6, 7) 
05 DOX-LP-mal j; «?Pii^bfcp»J@~®{-fis^/iaiimttlMSttfi?&i*^«) btt 
fco — PEG-mal/PEG 5%SX±<D DOX-LP-raal 2 8~10) J; ^) p 

PEG-mal/PEG mi^ttM Vtc t» (D-Cfeo fc, irfiliD'h. 2Q%(D DOX-LP-mal 2 

10) J; !9 liM DOX-LP i ^ 10^aO% OD DOX-LP-mal m 

2 M;fer 9) i t) b:^c|^®lM®{i. m 6~9 11^. 5%(0 DOX-LP-mal (M 2 8) ct 

1 10. ^ 1 2 ^ 5 DOX mS. 25m g/mL {-*5Jt-5 HT1080 M^mMnU]^ 

(100-[-H-:/:7'/^]/([^M]-[DOXaO0/ig/mL)]) XlOO, [ ]rt(5#i¥©A450'([i(??5p 

^ 5 : DOX MS 25 m g/niL {C*5{t 5 HT1080 t^J^MMMl^ 











0% 




Free DOX (lOOjug/mL) 


10095 




PM^d® (DOX-LP, 0%*) 




8%*« 


fS^^J® (0. 5%*) 




19% 


mmm© (1%*) 




15% 


ilMM® (5%*) 




30% 


W^!)© (10%*) 




67% 


^M^SJ® (20%*) 




87% 



* : PEG-mal/PEG ** : 2 1 1 Hl^t/^ 1 2 HI) (D^^m 

&.j^(D^mm 5-1) o^m*5 6-1) (o^mmii v MW-i^^\^^m-r^^ 
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2) 

2-2)|Sgt(D::fy?fe(C:5pD-C. PLP(periodate-lysine-paraformaldehyde)@ 

^ bfc HT1080 mm^m^^x-^^m^yk^ :rco 

PW!l(8)~®^=i i^^T" 1=1 100m g/ml ti3:^^^\z.?^S\^X^^ 
i:^m3t@^5t^7'l/- h y-iT- (x-?— :3|r>'3i/W-^±, wallac 

1420 -^/v^^-^/v-:* j; ^ m3t!S^S'J^(^-cmil U7t. 

Fab' (222-2D12)-NBD-LP(ii^M®) b< {4 Fab' (222-1D8) -NBD-LP (fl^-e?!! 

®) t HTio8o«^^j5s$i3:fc.tf'a-{-ttx \^tA,i£-r-<x<Dmm, (5fetb-cm 
m) \^m'^(D'^%i}^m^hkhtzo ^ii^<Di^i^^^^vf£\,^ nbd-lp(^m 

MTi-MMP ^^^M'a•L-rv^§ y /Ky — mti-mmp ^mm.vx\^^^ 

HT1080 McoMflS-hf-^-a-i-^ ^ <t;6S?iim^tL. C (^^-g-tt^ MTl-MMP ^ 

t^—r/i-^^ 222-1D8 it;? 222-2D12 ^-6" V ^y—j=^xmmi^mibhtitco 

7 : ^MTI-MMP ^—T^Utfiiil^^^V ■^y—M.O) in vivo 'M^^^'^ 

1) in vivo y Jj^y — -£^]&i9a2iJ^*^llil 

Balb-c nu/nu (p< 7~8 M^) (Z^WlFP^Tfil HT1080 1 XIO*^/ 

•^iJ^^^fit^ 14 — 21 0 glC. PBS NBD-LP(PMM®) . 
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Fab' (222-lD8)-NBD- LP (^]K^»J®)^V^« Fab' (222-2D12)-NBD-LP(p^0!l@) 

X 30 < Lfc^. ^5fem^^i^^ CCD 7 T-m^ bfco 

Fab' (222-lD8)-NBD-LP(PM^J®)*5j;t;f Fab' (222-2D12)-NBD-LP(|ijK«3J®) 

mm® : NBD-LP) -ett. M^ojiffljk^ m^shL^) =t^ibxmmmM\^m-f^ 

m^^'^^i^i^-i-M-im^^ihfiTb^^fCo &L±(Dm^i:'0 . ^ MTl-MMP iJ' a 

f^i^^!l8 : KMTl-MMP ^ d — ^/l^^^:^-^ y 7i^°y — A<^;^-7^/^;^ttW'iafi 
1 ) in vitro 

mUm®—®^ ^\^7.=rn —;V^^ 75 ;i g/ml {Jl^^j^ 6 i 5 PBS {ClT^fR Ufc^ 4 
OajL PBS *7c{4 10% FCS/DMEMt^Jife^ 60 i tr^'^^. ^iSjCX 15. 30, 

60 ^W»SUfc(p$^^?iJ®~®^-ov^rtt 30 ^(7);^)o ^< m.W\^tz.-^(r>mt^ 

(630nm) ^SfJ^L-. ^#:m^^{--C y ^Ky- bfCo mW^\ 
(S>~©*3j;tJ«(g)~®<7?lg^^^fi. PBS ©^-^i 10% FCS/DMEM 

<7?m-a-T'M55s^j6?>iL-r. ^/c. ^;^;^-r5in:#:#ig'a-y 2Ky-i=s m'm^m®^^. 
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6 : Uni^^^V ^y—J>.<D in vitro ^ttW^ffi 





®3te^ (630niii) * 






30 4^ 


60^ 


PBS 


+FCS 


PBS 


+FCS 


PBS 


+FCS 


r uo 




PBS 


0 03S2 


0. 0354 




I/, yjooxj 




U. UODO 






® (0%) 


0. 0401 


0. 0397 


0. 0391 


0. 0396 


0. 0393 


0. 0407 






© (0.5%) 


0. 0374 


0. 0389 


0, 0373 


0. 0385 


0, 0387 


0, 0397 






® (1%) 


0. 0380 


0. 0377 


0. 0379 


0, 0376 


0. 0380 


0. 0391 






® (5%) 


0, 0372 


0. 0387 


0. 0370 


0. 0382 


0. 0374 


0. 0389 






© (10%) 


0. 0386 


0. 0388 


0. 0384 


0. 0389 


0. 0384 


0. 0392 






® (20%) 


0. 0402 


0. 0634 


0. 0413 


0. 0621 


0. 0410 


0. 0597 




+ 


PBS • 






0. 0359 


0. 0363 










®(222-2D12) 






0. 0535 


0. 0518 










®(222-lD8) 






0. 0511 


0. 0509 










®(0%) 






0. 0499 


0. 0489 











2) in vivo jfiL4'0W1*S*:i^ 

Balb/cAnNCrj-nu-^!?'^^ (;^-;^. 6—7®^) {d. MjS'MfCT^ig Lfc DOX-LP 
(PWJ@) *fc(±Fab * (222-lD8)-D0X-LP (P Wi|(8>~©) ^# 7. 5mg (HPLC SO 

^1 : A© in vitro jfiL't'ti^lgl^WflB 





MM ^ CO DOX m.^ ( n g/mL) 




6 m^%. 


24 


48 r^m 


72 ^r^^^ 


(S) (0%*) 


55,2 


35. 1 


14.3 


5. 1 


3.5 


® (5%*) 


41.4 


42.4 


25.3 


15.2 


1.7 


® (10%*) 


30.^ 


27.9 


10.4 


3. 6 


2.6 


© (20%*) 


4.8 


4.4 


2.3 


2. 1 


0.3 



* : PEG-mal/PEG ^ 
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&.±(D^^X t) . in Vitro mMW^Um\<^^n^ FCS t (Dm^^Mib hfh^m. 
(c:J:oT. invivojfii>f'?^@tt:$50^b/5-tC'(gT-rS^ t;^5^P^^tbfc„ ^fc. FCS 
PM0!l©(PEG-nial/PEG m • 20%(D DOX-LP-mal i 9 ISM) ©J^-Cfeofcr i J; 19 . 

PEG-mal/PEG 10%c^ DOX-LP-mal X "0 MM: \^tr:.WM.^^\®\^. ::^'t JV 

*fc. y :^°y-A{;i^i-^igpJ;^^^^^-g^;5S^#:M-a'y7Ky-A(^)'|±tg{£ 

(D^w-^^^)-^v—j>.(D^-)5. mm)s'^. -^x^^i^-i %Ym(DWi. ^^(oi^m. 

(DfeiMT -MM P ^ / iJ^ a — :^A'^#:-g■««JIK^3t#:«. ^^^^J-^S: 
TJf/Xfiite^^^lfliSSI^miiM-^ h y iXi^xy ^n:7°n7^T-if (MT-MMP) 
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^ (D m M 

mm 1 m^w.m.(ommmmmWo 

-MMP^y 13— ^MT 5 -MMP ^ / a — S-TJ^^M 

T6 -MMP^y ^vi—r.>\^^W-f}^hm\t^^imjL}it.2m&.±(D^/ ^n^-r 

^„ 

7. -^u—rjvUWt^Y 3Lh-7'7^}^l^V. F (ab') a^^i^^^'h. 

8 . y CI — ilr)IM«JK«ifi^};i^-a' ^ ii: -5 ©i^K -Sit 
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*cy yi^^y-fen— yk7}N;^7r— h^ 1. 2 - v^5: y ^ h-f /i— 1 , 2— 7=':e-=^-> 

1 2. $ e){c:X7^a-/u»^j|iKM;S5t^i^<^«^fifer9-i: b-C^^-T ^lt*cD$5ffl 
m 1 ^^J^V^ 1 1 ^©V>-rti,;5^ 1 :^t;iia^©Jli®lg«3t#:„ 

1 4. Jf^L't•?t^^±1tHM^^i-^tt*^D^ffl^l:®/^v^bml 3:®(7)V^-rt^/5^ 1 :® 

17. 3Ky Ji^u^-^y 3— /HliK^iS[#:dS^ N- {-fj fV^=^fV- :f- y^^y-^^) 
^^'^Ul^^V =1— /w- 2 0 0 0} -1, 2--Jy<jV^ h^JV- s n-iJ^y-fern- 
y~-;VT N- {;i7/i-7}?^/i— ;^ hdpv-Tjf y mf^l/^-i^'y 

/V- 5 0 0 0} — 1 , 2 — v^z-^/U^ h^/V- s n-^?'y-fecI-3-/^:;^7;^- 
J^iS^y— /I'T^ N- i;^;/^/!?;::/^-^ h^->7|^y oi^l^i^^y n^v^- 7 5 
0} —1, 2-':^;^7"Tci^/W-s n — ^^y-fen— 3-3f:;^:7;^a:^y— /U-T^ 
N- {,i7y^/i^^r^/i— y h^^/^Ky 3i^w:/i/y yi.- 2 0 0 0 } -1, 2 
-i;?;^^^^^-^/^- s n — iJ'^y-fen- 3-7i^x:7;^-J^^?'y— yU-T^ :S.tJ«N- 
h^v^jKy3^5^Wi/:J^y =3— /W- 5 0 0 0} -1, 2-i^;^-7" 
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2 1 . p HMgt^ilHg^^i-5lt*<7>^ffl^ 1 3^^^j^V^ 2 0 ^(©V>-rtL3&=' 1 
feoM:*0®fflM2 2:®j;!:sa^(Djli®tM«3g#:„ 

If *(^^H.^ 1 :®^^V^ b^ 2 3 3S(^V^-r;J'L^^ 1 ^(C|2ife<^liKm«5tfls:„ 

2 5. M;^»dSMT-MMP|g3^MT-$>-5ii:^(7)®ffl^2 4 :«(c:|S^(DJiiK 

<^«eTO 1 ^7'c^V^ bM 2 6 :®(7>v^TtL^^ 1 ^{-ia«c<^liK^#3t#:o 

(0?^^T?fc§lt^(O^H^ 1 ^7^iV^ b^ 2 7 3^<^)V^-rt^/;5^ 1 ^l^lE^olg®!^ 
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1.00 



0.80 



0.60 



o 

CO 
CM 

< 



0.40 - 



0.20 - 



0.00 




10 20 30 

3?^^V3>S-^(1 mL/37^-i?>-3» 



40 



2.5 

2.0 

o 1.5 
c» 

< 

1.0 
05 
00 




-*-A280 
■^A610 



10 20 30 

Fraction No. (2m I/tube) 
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o 
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^ 5 



1234567 8M 
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1.5 



< 



05 




<^ <^ n5 >5 

Ngf- J!^ .>V .>v 



Lipid concn. = 50 jU g/ ml 



1.5 



o 



0.5 



HT1080 cell 




MM 



c 



OQ 



O 

o 



o o 
in o 



LO to o 
CM* eg lo 



DOX-LP Fab'-DOX-LP 
C/£e/mlUpid) <j[lg/ ml Lipid) 




DOX-LP Fab-DOX-LP 
< Jtt e/ ml Lipid) C 11 s/m I Lipid) 
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mi 1 



□ 0 

^ 1 Mg/mL 
MSp-g/mL 
Q25Mg/mL 
76Mg/mL 
1Q0ug/mL 




m^. freeDox mwimo mmm® mmm© 



^1 2IE1 



□ 0 

E] 1 Mg/mL 
^SMg/mL 

□ 25 u g/mL 
76Mg/mL 
1(X)Mg/mL 




>yBs free Dox mmm& mmim mmm® mmm® 
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